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m m m 

5 m$&m 

10 ^X^-5T#>^> (£TF\ roPNj £V>-5) #^<^*n5ffittO 

(splicing) ©jgV^S, *Xf^>^>-a (OT, TOPN-aJ tVi 
•5) > :tX^#>^>-b (£TF> TOPN-bJ £^5) fei^X^ 
^>^>-c (£TF, TOPN-cJ ©^<^fe3OC0T<V7^- 
15 "A^4C#5ut^l^nt^§o (Y. Saitoh et al., (1995): 

Laboratory Investigation, 72, 55-63) Z.<Do%, O P N- a <Dw\W&&> 

JV^^^ifi^jm^n. I 17-N3 14©«OPN-a^<6tl5i 
^Stm^o 3;fc, «OPNI4, 4ftrt©bn>t , X:i;Dl6 8S 

«\ mmmm, mmmm, mmnm. ^Mm^^zsmmmdY-r^mmmm 

25 DS^^nxVi§ 0 OPNti FW-RGDia^^ (fll&fcf, OPN-a 
TfteU 15 9~16 1S1@) . £©RGD|B^J£Hftrf £ a V 3 3, aVj3 
1 &£Z$a Vj8 5^©-T>^U >fei, OPN©£fc^#T?&tK £©5%, 
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^n^TCDW^fe, OPN«, SVVYGLRS^bTa9 
01, a 4 0 l^«fctJfa 4 0 7<>^^U >^t5eitfe^6^:$nT 

N) ©W^tC^-S-U a 9 0 ltehn>fc*>^$rMOPNfC©^£^T§£^ 
5#S^©MfcJi,tti£ftW£o (Y. Yokosaki et al., (1999): The Journal 
of Biological Chemistry 274, 36328-36334 / P. M. Green et al., (2001): 
FEBS Letters 503, 75-79 / S.T.Barry et al., (2000): Experimental Cell 
Research 258, 342-351) . £tl£>© a 9 Rtfa 4 , 0 1 RtX0 7 (D^yf^f 
U >1f 7'^ n y h IBS 7 KiB^W©|g<Ktt*«i« K ^bt, a 4 0 

lRrj^a 4 0 7-r iitt, u >mitwiaj$n§^ 

»^T«cr<^T>^31bTV^(C-r^^o — 7j, o9|5 1tt, 
tl^Wfcil^abT^D VCAM-1 ^ Tenascin-C &£ft^LT, 
MfOMSfioT^S. ^l«J!S^l:&«, fffilfflfl&&2*t?j£<3S8 

&mztein&mmthT<Dmm%misX^&£!&t)tiz> 0 fetid -r>^ 

feD, aV0 3<>^U >i^-Oil^^'&U^> Ht©is-&*iaiF"rsii 
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WO 01/7135 8 ttta 4-< >f^U >ttXrt#>f>i© 

unrest), *»w»cio<fc'5S:fiii©»**'e©BWt*r* 

OPN*hn>lf>7?^Kb^N5|cSH79^>hR^C5jc«|75^ 

D«w$nfcN^7^^>hs^H«fjertTi«ji^**T2:t&Mtabfe. 
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-zziz, opNti nm-m$i-wM:-m'fem-&£iz%ftti-Tz>-t)^ 

t> X (D-r >^ U > \Z «fc n5 R GDSa^iJR^ SLAYGL RIH^iJ 

5lf#bfeo ^OMSSftT^OPNM^® hn>tf >M-fb#/<h(D^ 
tt, RGDBB^m^tfGRGDS P^yfHlfit^n, Sfc£©M5#vf*:fcS:, 

nfc. iI©M5tri;#£> T^X©*;WtUT (calvaria) ggWig*^Ti^T 
£*±©S|gmkJ\ RGDIE^J, S VVYGLRga^Jtt: bM-O^^fV XDffi 
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btfr< £%?L£>nW3 (P. Freese et al., (2001): Nephrol Dial 
Transplant, 16, 2401-2406 / J. R. Waller et al., (2001): British 
Journal of Surgery, 88, 1429-1441/ S. R. Lehtonen et al., (2001): 
Transplantation, 72, 1138-1144) . fl/T, une.O'7^n77-y©ffitt 

nx*3i9 (A. 0'Regan et al., (2000): Int J Exp Pathol, 81, 373-390) , 
*58K©OPNffiLiFtt#«, ^^^©jS^^MTS^^J^tO, £© 

f-7h-fx, ^i^m^, ^-^h^, &mm&. ^mm^w^ 

^^■^>ht©*g-a-&ia^b, svvYGLRis^fci^©ffiss 
n&mmt^ >^^u ><h^-x^^>^>^fc^©7^^^ > h £©&g 

^^*SJS<IS«^§^X^^>^>K#^fI#tt-^ i b©T! : S.^>o 
©JKf£»:fe«fctf/3;fcfcJ:, S VVYGL Rffi^lt-T >5^>J >£©f§-&£lfi$T 
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01lt O P N R GDfe#f Ilif ©If^^tHItfeSo 

06^, TWOPNiN I H3 T 3 0»^«^if 

07 te, 7^7XOPNiN I H 3 T 3 ©gf ^ G R GD S P F^ffit 

0 8 tf[#:M 5&Cj;§T^7.XOPN£NIH3T3 

t-^-r >5^u ><hoPN^fc«^-©^^^^>h<t(D^§ia§-r§tn:^-x 

^^>^>tri#: (£AT, roPNia^^J RGD|S?iJ^i 
-T^-O-x^U ^!l^^Q!Vj8 1, av/33, a v /3 5 mtO P N- a , O 
PN-b, OT?N-c&ft\ttn&<DN3iffiy?>f*>b£<Dl&&&mWVs 
fr-D, SVVYGLRiBmgItM>T^'J>, TOia9 0 1, a 4 j3 
1, a4^7fiOPN-a, OPN-b, OPN-c ^fc^n6©N*« 



WO 02/081522 



7 



PCT/JP02/03382 



VVYGLR@a^J^fe^03|f^@a^lt«> thOPNOl 6 2#g©-feU> 
fr£> 1 6 8#@©T;i/^n>^T©l5^J^b, ^-©*g^IS^J£te, flil©nf¥L 
SM£l©OPNcDS VVYGLR[:|lSt§gfl?iJ^fV\ ^JAJSV^Tteh h «h 
|W]U< SVVYGLR, D-Jl/tfiSVAYGLR, ?^7^hTBSLA 
YGLR, >)^ttSVAYGLK, WtHS VAYRLKt*^ 
BJ<Z)OPNififtjn#te, ±ffB©d;5^'rM^#i#-r^JrL#T^n«\ ^-©Mfe 
te^PS^tlT, ^«OPN-a, OPN-b, OPN-c^ £tl£>0 
N^y^if^>h, &Z>WZT^ ymmPIRGD SVVY GLRmn^fcit 

tmM~rz>) ^tfimiivxm^^^t\z^r)^x^^ 0 z\z.x^vo 

±WBt bOPNlfi^nfrte, $?£L<te, R GD S V V Y G L RlB^J£"a^ 

^J^. ©liS^J^Ii LTf O P N - a ©1 5 3#g/tU>3«^S 
1 6 9#S-feU >%km^X<D^7°^ F (VDTYDGRGD SVVYGLR 

te, V^XOO P N Jfcf §OPN IS« Jn;#: ^^§ut«t<, 
^©£5 $f^b<«> RGDSLAYGLRi5^J£^A/W£^:/ 

^ h ^irtM t v xm v ^ 2: t. \z £ d f^m $ n S o 

^M©^\ ; E>'T-> C£TF TKLHJ <h^~5) > IP&TJl/^> (J^T> TO 
VAJ t^o) , ^>-i&i?fT;Vy5> (OT TBSAJ > 



WO 02/081522 



8 



PCT/JP02/03382 



7jc#)?i (B. F. Erlanger et al., (1954): J. Biol. Chem. , 234, 1090-1094) 
£/i«?£tt{bXX^-;W£ (A. E. Karu et al., (1994): J. Agric. Food 
Chem., 42, 301-309) mcDteftKDjfmz £o Tff 5 £ i^Tf^o 

J1/7XUX N-^^V^l/^U ^Tiflf^^Dy^> (DBN) , V? 
if tf^D^7>x-fe> (DBU) , ^Ttftf->^n^-^^> (DAB CO) # 

^tc±mKm\t. mn, -20^^100^ ^ix^o-c^s o°c 
ft&io m mum, v < u 5 s 5 n*iHn?» <§► 0 m^mm^mt—m. 
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^->x^>#©x— ^-jvm, mm^^-jv, wxfj^cxxfjvs^ n, n 
s h^©*^d h>i4«'i4^^#tf ens. 

^.^N,N-^^WM75F (DMF) , v^^;WX;i/*4^> >^ 

tt>mifi&mT*&*o fcBizmm-r&^y?- F^N-t Fn^ a^k-t 
^ vm<D^^y^>^m(D^:jntm^v<ui : io-io: l m%»^ 

L<tel : lT&So K>Siftfttt, 0-5013, £P£b<te2 2~2 7°C-C\ 

sj&Hf Mte 5^-24 mm, w * b < « i ~ 2 B#raT*s. sjsmaf«#^ © 

y St^7°f F©*M^yM0fli:i75 F^^^tiS. KJfSMS 
0~6 0°<x $f^b<«5~40r, J;D£P£L<«2 2~2 7°CT, R 
^Flfi5'^~2 4^ £F£L<«1~1 6I$|«K £ * b < to* 1 ~ 2 Bf 
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<Dfe&®*V>m^YVV&WiWfc (£TF, rpBSj £^5) »0U z 

tit 7 a<> h^7ya/t>htfctt7D^ > h^^T^n./t> K 

^ 0 ^2aE©iR©^&EaEJsc©s#j*tt, ^Ta#> mi&fo&M, mm^mm, 

P 0 1 2 5 0 2 3#HB) (&««Hff&BH&IR E P 0 2 3 9 

4 0 0ffdiEP 0 4 5 1 2 6#I) SfflH5:t*lSU\ &£V^ J& 
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mm <&MftlfHkWj&& EP0546073 SfcfiWO 97/07671 
#:I40fcs{)!:(i77-^X^W (phage display)^£ffl^5C£fcT 

±^^^mmm • xutv i — • .stsinufc • ^— ^ • 

0. lmg/kg^bl 0 Omg/k gg££JBV>nfc£«fcV>. 
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£ (D <fc 5 L X% 6 nfe^^sj 0te**!fcJ:, S§OPN 
#*0 P N©R GDgB^Jt S V V Y G L R@S^J^3t< O P NcDCGDgfcfr 

aWldfc&ffl-rS 5 o Tfofc)^ MJdiCDcfc^^, OPNCDRGDIB 

^IJ^-T >5^U ><D«g#:j3<fctfS VVYGL RiB^iJ<h^ >5^U 

O P N|fi#Jn;#:CD*{C*f-r§0 P N — T >5r^U >W©iB'&©lfi*gaP£*J£ 
IWUHfc, OPNCDRGDIB^J^O^^U >©jg^«fctXS VVYGL RgB 

icj: d mm $ opn © n*^^ ^ ^ > h ^gg^a}^ti§ e t 
z>o fo^stbm Ki*ttHtt7n*^aEaijesi (ria© , elisa 
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& (E. Engvall et al., (1980): Methods in Enzymol. , 70, 419-439) . ^ 

ytm^m 7°?-?m x^m*, mm. *#?u-— (ouch t e r 
i ony) m(D, — %&<Dftmtk¥mmi£mz&^T&mznT^%m* (Djjfe 

mn> I3 0I-I5 3I, BHfP5 7^3^5 0) %mmT% z. ^^-e#^ 0 
mm <o o p n ia§tfL# ^m#-h t l , ©opn mm%iw taop 

^S^-if (OT THRPJ , 7;WJ7*X77^-f (J^T 

tapj t^5) ^©@#it, yjv^rv^ XVS'T*— K p-^$>^© 

^<hoT^(D#JilS^^KTn^cD3lD-efe?) 0 "f&fr^ £T> (a) ^ 
B|®OPN7^ V7*~A\zMT%ffifc%mmzmmkV, (b) trt 

7*Uy*>sf-rz> 0 IK, (c) cnt;#llg0OPNT^ V^-A^ 
^#:^iPx., OPNT-T V7^--A-*n;#ii'a-#^^$-&fc^ (d) ^ 

ft^fc (e) &mzm&istz.mwLm&mfe-Tz>z:t\z&K>, ^tb^vft 
mmmfr <dmmo p n r-r v ? * - a s n tas-e # § . 
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U 1 0 mMOP B S &mi%> Z\ i^T#§ 0 ^^^©^©^IS^jEV^H 
frBMtRX^&tf, MtO. 0 1 - 1 0 0 u g/m 1 mm, #?£b<»0.1- 
2 0/ig/ml^llT^5 o ,$t«<Z)SteU iB^t bT 9 6 Ux.)P(D 

?u?^?-y°u— b^mm-r^m^zu, 30 on l/^ijmTx 

te, fcl^fcT, >^lfil?ff TVI^^ > (BSA) ^X+A5;^M»T"t5 0 
&£t^«> yn-^X-X ( TBlock-Acej > *B*§y^ 3— FN 

o. uk- 2 5 b) m<D^ay^>^Mtvx^m^rix^^%(D^mmT^ 
z\h%x^&o mfcmzte. $&m-£tiz>t)tfxm£\,^ mpiitmm^mmt 

VfrfflfrlZ, ^Dy^I- X£j&Kra*_, »tJ4°C-T:\ — Bfe-f >^a^-y 3 > 

bfem, mmmxm&'T&z.tiz&vfTibftz,, Mmmtvxumzmmtte 

09;U£> 10mM PBS (pH7.2) , 0.8% (w/v) NaCK 
0.02% (w/v) KC K 0.02% (v/v) Tween2 0©»fe 

^C^T (c) Igt&ViT, OPN7< V^^"A^tf^#^@ia^in:#: 

te&v>^ 3 7°cmmxmimmff^£&^o ejs^ti> 

#u ^j^(DMaM^^^$-&§o z(Dfrm\zm^z>mmmhi>xte, 1 

OmM PBS (pH7.2) , 0.05% (v/v) Tween2O0«0 



WO 02/081522 



15 



PCT/JP02/03382 



XfB (d) XSte:fcV>TfitfBSns*ttK#Kk (a) X@<E>@fflft;#E#£: 

§i§£\ mm w%.\*> HRP^dtAPf) %m&ist£mmtrifotvxfe, 

(d) XSklfeViTffiffl$ns«»tri#©*«, ffl#tej|fr&b&Hfflfldri# 
fc^tTt) 5,0 0 0- 1 0,0 0 0^ £P£ b < tt**S«fel#©^i^&a* 
1.5-2. 0 t^*J;5»c^bfc«»K#&SJK$1i-S©30«aSbVi. 35- 

Jfcfc£ D , tfi#:fcin;#:- O PN7-f V 7 A -««ffii^^#*il8^t-£ E 
SUB- (e) X@fc::fcV>T\ @MrfrE#:-0 P NX-T V y*— J±-WM$iW 

W%-& T&WtftikMt. 3, 3', 5, 5' -5^h^^^;V^>> ? > (TMB) X» 
o-7x^l/>y75> (OPD) C 

^J2 0#KKJfc£ii:&^ 1 N©«Klt*Jn^.T#*S>S§^±$i3:S ££lCcfc 
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nhP7xn;>U>K (pNPP) £XfC£bTfg&£-ti\ 2N©NaOH^ 

^usu ^^^-h^mmm^m.MT^mmn(D^m^ry b &m\i% z. t& 
^m&mm&mm^fe^(D&omnmz^mzi&^ 0 z\(d&?\z, mmnn^ 

OPN4 1 £J6 £ ^ £f * > h ©f iJ-&^^n^n©a#T«M75: oT^ 

v^^^-tm^mmm^mmvxmm-t^^z^ oPN^otp 

j;0*#:W^#!jibT«, OPN03a©7^f77^-A, OPN-a> O 
PN-b^SitXOPN - c (7)T^T^*a^#ffi-r^TIH3ffl©@H^iJt-Ql^T, 

CVDTYDGRGDS VVYGLRS 

(C + V 1 5 3^e»S 16 9) (1) 
KSKKFRRPD I QYPDATDEC 

(K17 0^5E18 7 + C) (2) 
I PVKQADSGSSEEKQC 

(I17*>5Q3 1+ C) (3) 
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Z\(Do%, mm (1) hn>t:>-^IIfg|5{4©N*WiJ^#ftb, YU>\£ 

>imm it & z> o p n <hN ^ ^ ^ ^ > h -Li?*® £ o — 

^ 0 £fc> IH^iJ (3) OPN©N»Jl 7#g^<£> 3 l#gfT©75 

y »fc*f^ b , h u > t? >#«j|ff itfe & ^soPNt N*^f ij y?tf*> 
y h ±tB(D 3 a©iB^j©^^ Y^n^ti\zi$~irz>%iV£m\m 2 his 

Tte, _LfB<DlB?iJ (3) *3£tK (2) T^$*l£^:7 0 ^FfcMT£2«(DM# 

^^»r^o ^om. mz-is, mm (3) cD^y^FicM-r^trL^sti^^ia 

(3) T^$tl^^ , 7 <> 5 : -F^-r§2ecDtn:#:^fflliT, ^#4>©Po^©#l#: 

^bfct^ unlink t^xmm (3) ©^^F^-r^^^n^-tu^© 
mBmiz^f^±oPN^\z^^^huy]d>wm\z^K)±f^vrc^mMy 

mmm 
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i*i #fi $i i 

GST-oPNi^ga©^n-->^ mm. mm&£zf 

MM : 

^n— ->sfRz$m&mmi<z^^i:\%, m^mz, xm. (s. Kon et ai., 

(2000): J. Cell. Biochem., 77, 487-498) Klfam©751£fct£^TfT ofc„ 

khOPN©7-<V7t- ATfe^a, b^OV^T«, ^©cDNA^O 
J;5{CbT#7to thfi«TO§NRC-l 2W^iIbfcRNA 
^iSiUTcDNA^MU TfBOPN-5, OPN- 

3 y^-f V-^ffl V^TP C R £It5 £ £ Id J; D > fn^y^tiV^^ F« 
t^tfthOPN-a, OPN-b©^S^3-Hf§ cDNA§#fc 0 

PN-a, OPN-b cDNA^ pGEX4T^^^- (Amersha 
m Pharmacia Biotech, Tokyo, Japan) i;GS 
T (^f)V^^yS - h7>X7i7-if, EC2.5.1.18) jt^«h|w] 
CU-r-f >^l/-A£&£<£5^t¥AU AIM J Ml 0 9§ffl^TGS 

Tm-^mmtvxmM^^Tc <etf, ^©i5tiT#wcGST-opN 

I^Sfi^, ^tn^fl, TGST-OPN-aJ, l"GST-OPN-bJ 

o 

OPN- 5 : 

5'— CGGGATCCACTACCATGAGAATTG 
CAGTGATTTGC— 3' 
OPN-3 : . 

5' — CCGCTCGAGTTAATTGACCTCAGA 
AGATGCACTATC — 3' 
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khOPN-c7'fV7*-A*3- Ft" 5 cDNAI^ra, ±W2<£>0 
PN-a cDNA§iI.ib, -f*»P CRfcJ;Bfts«l/fc:. — ©PgBteO 
PN-5tTfBOOPNc t-3^V-, TfBCOOPNc t-5£OPN 

- 3^7^ V— Wn^?nPCRSffV^ ^0PCRl#)^t\ f*£3ra*- 
t^r ^ i t J; »**im^LT#*Sii-fc. #c^T?n 
g^ItbT, OPN - 5 iOPN-377l"?-TPCR^f5uifcj;D 
^^tM^ HS^S^tf t h O P N - c co^rS^n— F~f £ cDNA^i 

u(D7^V7*"Ac cDNAd 7^fV7t-Aa, btH»&*Sl 

ST-OPN-cj £V*5) c 

OPN c t - 3 : 

5' - ACACAGCATTCTTTTCCACAGAAC 
TTCCAGAATCAGC — 3' 
OPN c t - 5 : 

5' — TGAGGAAAAGAATGCTGTGTCCTC 
TGAAGAAAAC C — 3 ' 

OPN- a©FP>tf >l«j:D75;*Si^ (Ml -R 1 6 8) 
^3-Ft§cDNAH JifBcDOPN-a cDNAWilT, OPN 

- 5 <hTfH©OPNn h- 3 7°7^"7- &m^TP CR£5 ££fCi;oT, # 

GST^>/^S^Ibfe (£J^ TGST-Nha 1 f j o 
OPNnh-3 : 

5' — GCCTCGAGTTACCTCAGTCCATAA 
ACCACACT- 3 ' 

OPN— a CD h P>H>riS« f) %)Vi£3ri/)\&M<D*X7 : >*i£><?> 
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^ynzn (hOPN C half) &£, -^PgPCR(Cj;DOPN- a c 
DNASHitUTfiUfc. -gHIHOPN-5, TSE0OPNch-3 
y^^T", TfBCDOPNc h - 5 tOPN-3 7 7-fY-mfnPCR 
Sfro&o -gPglSOPN - 5 tOPN-377^f?-T!PCR^f5ci 
fcJ;D*;^^->;i/MilOPN^>A^M^®L.feo 7-fV7t-Aa, b 
tmWkfcJjtk-TS P GEX4T^^-fC|I^#lx., GST^>/\^I§fgb 
£ <£^> TGST-Cha 1 fj o 



OPNc h- 3 : 

5' — TCTTAGATTTGGCACAGGTGATGC 
C TAG GAG — 3 ' 
OPNc h - 5 : 

5' — CACCTGTGC C A A AT C T AAGAAGTT 
TCGCAGA- 3' 

(Dumz- g s t - o p NBier® e nmzfe-D x±mm & d mm u 
mmvr^o z\<d^%, g s t— Nn a i fm&iz^^-ats mmw>^y°v^ 

-Jb > • 7°DrT- if (P rescission; 7Y-i/tA * 7 

OPN(Z)T^y*«J¥?> (I17-R168) (D^fj^m^ti^mB (SI 
T, TnOPNj £^5) £#fc D 



—77, OPN-aCiS (M1-N3 14) Sn-KtScDNAt^ 
Tte> $e>id, pcDNA3.1 ( + ) — Gf>t£ hoy>t) fcJf A 

U CHO-Klll (^B*»H %fc®D fch^>X^x^7hbfe 
T, rCHO/OPN-ailj £V>"5) o C©«BIS<kD#5nfc»«tt'& 
pOPN-a rcHO/OPN-aj £^5) I^^TK, OT© 
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iaillTillfc. WHt>. CHO/OPN-aiWi±f^DEAE- 

as) ^m^r^^-y^.m^u^h^^y , ultrogel acA4 

4#r>A (BioSepra SAi) &JBV>fcy;Vjt5ft# n*? ^ — 

fcttU ^nfc^M^T, RESOURCE RPC#r>A (77—>t 

;V7-7-<7t-fX>Xtt) TFmoc (N- (9-^;^^;W ^ h^x 
#;t/fc;i/) &fc£Dte#^L£:^ ci8l^7A7n-?h^77^- 

^£ JS #1 2 
^7fHl ; 

CVDTYDGRGDS VVYGLRS (C+Vl 5 3)5^S 1 6 9) 
^7*?H2 ; 

C I DSQELSKVSREFHSH (C + I 2 6 1^6H2 7 6) 
H<D*>%, ^7°?H1H ^rtl^na v j8 3 <h a 9 j8 H>f^U>l/t7' 
^-^itSRGDtSVVYGLRS^SttS. 

ItieoWF^ U--TD^D^U> (thyroglobulin) 13% # 

(splenocytes) £#JHiU 3^Uxf k>^>j3-MfflW^7fili 
flgP 3-X6 3 -Ag 8 - 6 5 3 fcttbfc. flT, (M. 

Kinebuchi et al., (1991): J. Immunol., 146, 3721-3728) fcj£^fc7jfefc 
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^¥sm^/^u~±)vmw^mc 0 ; &/^n-tJ»2Ki&i4 

•T^/W^U H-VC^^T, 20 0 1^6^20 BttT\ ^ALffiC^AjgH 
5 ^«-&W^gR)f#fF^#;^ : ft-fe>^- (T 305-8566 H*Bf^ < ^rU^ 
ITS 1#«J 1 4«^6) CFERM BP - 7 8 8 3 <h UTWffcbfco £ 
fc, t/^D— ^;M5i#:5 3 (mAb5 3) te, ^Sli-^x. b h O P NTM 
T£££K:cfcD#Sri7tfcCDT&<5 (D. S. Bautista at al., (1994): J. 
Biol. Chem., 269, 23280-23285) „ 

10 

mm m s 

mmm 2 -vnznr^;? a— -3-)imfc2 k 1 *5j;DC4 c 1 ©opn*,^ 

15 feo 2KlS#:«GST-OPN-a, GST-OPN-b, GST-OPN 
-cMO'GST-Nha 1 f <h^&T3 ££#*>^ofco 4 C 1 ifC#: 

SGST-OPN-a, GST-OPN-b, GST-OPN- c 33cklKG S 

T-cha i f tsj^T^^^^^ofco nn^cD^y ^7 n-^Mft 
#fct e.^bfcfi#^i0ti^OP N tis^r £ 0 T& 

20 <> iI^iCHO/OPN-ageR^©hD>t*>M# (OT, 

mmm 4 

25 ^e/z u—'j-fr&mifto p NizttTzmmvmm&mMT&frti^fr&uT 

(DjjfeTM^fc £T\ 9 6^7>-h^> l^?©Ig©CHO 
/OPN- a^l/n — hU ^TIO^W, 3 7"C©^#T0. 5%BS 
A(DPBStcJ:t)^4#Se9gS^^ny^TSfcJe)©^SSfT^^:. b M£IH 
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UcSW4 8 0lJ| (KT> r a 9if^lSW4 8 0llj £^5) 0 
2 5%BSA^D-MEMtM$t, 5X1 
0 4 |fflJJ&/<j7X;i/) 2 0 0tf IS, m*<Dmm<D : ESl7ti—3-)Vffi#:$ift\*& 
5 ^7^F©#fitfcWftT-eCHO/OPN-aSfettnOPNT7V 

igi&&7U— bfrBB&^U iT©9lM0. 2 5 % B S A^ifD -M 
EMT2|H»LL IfLMttBSt, 2 0%^^/— WOO. 5% 
^'JX^Jl/AWtI/7hT3 Ofrmf&hfta 

io ^t©t>x;w*, 7Kt 3 mt-r^\ mmvrcmm\t2 oxmmiz^v^m^ 
-e-feo #>7x;v^e»#e»nfc^%(D±?»^Ay u-^-t^wu 590 

15 t 1 g- 7teoPN\z&<mmTz>z.tfimt>nT^z>&, mi<DA\z^ 

nT^5<fc5t, ^cD^teBJ^^GRGDS P^^H (lOOtfg/m 
1) Tlfi^^n, 3>hD-;K7°^H (OPN©C*g|5^g.^K2 9 6 - 
N3 14) (10 0ms /m 1 ) Trl&S^tl&^OT, RGDt#Tfe§, S 
fc> il0BI3tj;5C 2 0 0 w g/m 1 CD 2 K 1 RftttO P NCMtS 

20 mmmmmmt^^^mm^izr^rco mz, mi(Dc\zmt^o\z. 2 
k 1 (Dmrnmrnummmt, mAb 5 3^-rfeo^EEji^L, 

§0 fo33, 2K1^3j;lXmAb 5 SU, T I G- 7&fflJ!S(Dt£ h n^^> (V 

n) t7^7P?^^> (fn) ^(Dmrnmrnvte^o 

02ft nOPN^^t: hD^^?>i, a 9 ^M^S W4 8 0 MMt. 

Tcfc-Sfc, 1 /ig/ml <Dtf hD^^^>ta 9MfetSW4 8 OlfflJ&^CD 

2 0 0/iMOGRGDSP^^F (RGD) 
RGDt#T^§o 3 m g/m 1 ®nOPNi;ft§ a 8 0 
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Jffllf&CDSaffck 2 0 0^MOGRGDSP^?H (RGD) tffi a 9 jS 1 
;^n-t;«Tg§Y9A2(A. Wang et ah, (1996): Am. J. Respir. 
Cell Mol. Biol., 15, 664-672) £ £ Id «t D H <h/^ £>, 

RGDtt#*cfcOC#ft#tt©»3irT?*S. Sfc, «9«iS 
5 W4 8 0 Hi n O P N^itflf h D^^^XDifHf t§ 2 K 1 ©MS 

ff 9 flfelS W4 8 0 « t h> Dt^f>0if It 2K1 
fc«fcDffl»£:ftfc:^j&S, nOPNt©if«2Klia!)fit$n§. £©|g 

10 ^I^J 5 

^ y /7 d -^-;v^c#: £ «k § o p n - mms&mfe © mm : 

U9 3 7*ffllia&fflVifc3IBIliaittj£ttlft^ ChemoTxlOl -8yXfA 

MEMt2X10 6 /mli^J:5l:iIU (#7^X8// 
15 m) (D±.M\Z.M7L, Tl(C{iOPN^>/^I^fl]^o 

ChemoTx7Vhti 3 71;, 5 % C 0 2 #ftTT 4B#WiS£Sbfc. 

(H-E) T^bfeo ^^;i/^-©*®^Til^brc«^:^SIIMT, ffif 

$4 0 0M^tfc„ !£I&«3|HtfT^ ^Of^^f-^tbL 
20 ^H3ic:^To 

03a(i ^^nfcll^&tt^ CHO/OPN-a, hn>tf>P?B^ 
OPN&£t£GST-Nh a 1 f (C^TT^U 9 3 7 M©&fflJI£^£^t"o * 
03bH 50y g/m 1 0^M^MMM£n7c 2KL mA b 5 3 £fc 
«^fM~r$)§T^X I gGC7)#&£fc&W#£ET, 10^ g/m 1 0#OPN 

25 ttm^tzMmr V ^ a 

EI 3 a&J^EJ3 h\Z^*l%>£o\Z., CHO/OPN-a, hn>H>FI 
iOPN^tfGST-Nha 1 fit, t h i««U 9 3 7 <D«£?!S#c 
(A) o 2Kltfi#:«, CHO/OPN-a, hn>tf>PI§i 
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OPN^GST-Nha i f ^mm^nrcimnmmm^m^izm. 
j&?tmmtz>rtm&z> (b) . 

# # #!J 1 

OPN£P*BS5«ffi : 
Mg&lfcfccfe W 5 O P N (Dim 6 ^fetdt^o TOP NilfS 
"P^JI^X (S. R. Rittling et al., (1998): J. Bone Mminer. Res., 13 
(7), 1101-1111) SAlWtfNBl/, JES^^XiJt^^^ffofCo 
OPNitfc^Mi^X (OPN-/-) ilEit^X (OPN +/+ ) 0**1 

—l-jmfotiZ^JV (i$,ffi£ : M»ffl#^;k Arthrogen-CIA® mAb, 
Arthritogenic mAb cocktaik ^m^MFuftM) §3iS§stt»iIK:t£ 

tlpsj £^5) £&#$n/ciE3r^x-m, 4 Hg^sni^ay^ 

±#U lOBSTiil (12£Ui) iCjlbfeo OPNjtfc^X 
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2 Kis#®t h*^jfiejfii^ji^ic^-r§ia^tt : 
< »7?& > 

ifAth*i«^7^3'-JV (Ficoll) ^idTW^lli^i^^^Pi^ 
^^ilbfc (P. M. Daftarian et al., (1996): Journal of Immunology, 157, 

12-20) o mm%74 ^—jitikmcDtpmmzwMv. 77x^:137^ 
5 o o x g , mux 2 o ^f B isM5 4* w# e>n&. £<z> £ 5 £ 

iTi^cfiWi^bhTNF-a (2 0 n g/mL) BfeJgraiU 

KM(i4 8- >7XJl/ -^-T^n ^r^E^^r^Tv ?t>A- (micro 
chemotaxis chamber) (Neuro Probe Inc. SI) ^ffl^TffoTco hD>t:>PS 
aOPNt, 2K lffifo&m*<DmmT»m\iLtc%<D%:^®3 7°CX1 5#H 
ttLTi)^, D — y— ^x>/V- (Lower chamber) \zH\\PlTz. (thOPN 
Sifcl«Jgte 10m g/mL) o ^<DJi^£^U#-#*~h:7^;]/^- (4*7 
+r-TX 5//m) £f!NrT\ $e>iClT^/\ 0 — ^rc>A— (Upper chamber) 'jC 
5 0 iiL(D%m&Wm^. (2X10 6 cells/mL) £ftl7Lfco 

3 7°C, 5%C0 2 #&TT2t^i«L-T^£>, ^'J*"^-h7^Jl/ 
^ — £M^bT\ 7^Jl/^-±|iMI©«5iSLT^^, y^;V^-CD 
mmzmm^tdmm.%:^ V-Z^yZ (Diff-Quick) (Baxter *±®D \ZT%k 

^mmWc (cells/mm 3 ) +SDi:tT^Lfcc 
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2 KIWI TNF — a-VmmtLTct h^ffiM?*m&<£Z£mt<D h D 



hP>li>F»PN 

: >mM (Mg/mL) 


2ki mm 

(/u.g/mL) 


1 mm 3 $>fcV<D 


0 


0 


400.0 ± 67.8** 


1 0 


0 


581.7 ± 67.1 


1 o 


0. 4 


566.7 ± 60.2 


1 0 


2 


550.0 ± 49.0 


1 0 


1 0 


450.0 ± 90.8** 


1 0 


5 0 


426.7 ± 30.8** 



** P<0.01 (one way ANOVA, Dunnett's test) 



[*2] 





2Kl}Ug 


1 mm 3 &7ty<£> 


: Mm. (Mg/mL) 


(Atg/mL) 




0 


0 


58.3 ± 50.8** 


1 0 


0 


285.0 + 49.3 


1 0 


0. 4 


258.0 ± 71.9 


1 0 


2 


256.7 ± 66.5 


1 0 


1 0 


160.0 ± 56.9** 


1 0 


5 0 


75.0 ± 55.4** 



** P<0.01 (one way ANOVA, Dunnett's test) 



mum 7 

Tfc5Kt"«fc 5 fcu V^XOPN©FW8B?!J (C + V 1 3 8#>£>R 1 5 3) \z 
M 5 ^7°3~ H : 
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CVDVPNGRGDSLAYGLR 

£ © ^ y^p f £im n ^ o ^ u > £ m& b > zin&m^igmzm^TW^ 

fee 

^ jg 09 8 

O P N33«fctttE-CD h O >¥>mfcm£M 5 trt#(DKifett : 

7 T?# 6 nfeM 5 ia#£> O P N> «k tf*-© h D > H t:tt 

^&^^n7t^u^->;Wbx*-A©iamx.v>j7xoPN^fflVifeo ms 

mm m 9 

M 5 tri#fc «fc § O P N fc*t*r5ifflUS8&*©MF : 
M5^#:^toPN{^-r-5«^*^ia#-r§^^'5^^> (S. Kon 

et al., (2002): J. Cell. Biochem., 84(2), 420-432) £^fc7j?£TfS^ 
fc„ OPNlt -7V->^3 > • yn^T—if (7'7ytA7 7^>'7A^t 
fy^ttfi) fC«fc 0 GS Tf^b&^^^OPN (OT, TmOPN 
/de-GSTj £t*3) «ttV>)XN I H 3 T 3»lffl 

0 6 ^SnTV^J:^}^ N IH3T3WimOPN/d e-GSTiC 

RGDSP^7°f F (10 0Mg/mL) RGDft#T* 
0 8 ic^f .fcSKl, 2 0 0m g/mL ©M 5 tft#:ttO P Nl^tSllg^ 
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mm m 1 o 

< ftgbft* > 

C 5 7BL/6 V^X©i»»ttIJia*X^-r H^7XTtD»bT«ICL 
fco ^©TOkhTNF-a (20ng/mL) T!— lft*8*U S'frffcbfc 

< mmmm > 

(S i gma*fc§8) ^T-K)ifb^#e>nrchD>tf>^J»f^V^XOPNm 





M5;Ug 


1 mm 3 &£UCD 








(Mg/mL) 


(Aig/mL) 




0 


0 


428.3 ± 52.7* 


1 0 


0 


556.7 ± 46.3 


1 0 


0. 8 


570.0 ± 75.6 


1 0 


4 


536.7 ± 60.6 


1 0 


2 0 


461.7 ± 104.4 


1 0 


1 0 0 


468.3 ± 67.9 



** P<0.05 (one way ANOVA, Dunnett's test) 



m m m n 

M 5 tRfc<DWfflimf&ftm : 
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2 4#x;K/i/— h©##x;M;rAn;fco £*iS>fc, tM7?a-r^W 
> (Parathyroid hormone, PTH) ( 1 - 3 4) 1 0 nMC/^ 

J;5HD-MEM^it ( 1 0 % V z/skm »iPb7t feO$JP^.T#^ 
*£3l^jg;iLfco M5tn;#:tt> 2 0 0 u g/mL «fc.5 t» 

< > 

PTH»TH 7. 0 2 mg/mL©#;l^>^ A{fi£^b7c^\ PTH 
M5trC#:^2 0 0 m g/mL©MTiilT*< #MW^<J 7 O^lfi* 



m4i 





(mg/dL) 


pth=j>i-p-;u 

M5 


7.02 ± 0.18** 
9.11 ± 0.17 
7.65 ± 0.25** 



** P<0. 01 (one way AN0VA, Dunne tt's test) 



%m m 12 



WO 02/081522 



31 



PCT/JP02/03382 



wmmwz-D^-cmn^^i \z, mmmmtiz-D^xcDm^msiz^ti^ 

< mm^m > 

&W3&KWtl>7 i r)'\s (lS 0 n p€ : mffi&mXZT-Jl, Arthrogen-CIA® mAb, 
Arthritogenic mAb cocktail, ^$Mk^Mmi%tW V^TJC, 
«^^tJ^#W4L, ^0 3Hti:LPS (100/ig) £M£[*I 

M5iri#:^^TteU LPS^#Ii^:3Bf 40/ig, 150/igt 

G*£#l¥ (S#S : 4 0 0 ms) trt^^XTNF- ataxic 

OV>TteU L P Sfi«Mi 3 H^fc, 2 0 0//g/Y')X(DilT#M 
#bfe 0 f©3>hn^«7^MgGg#i 2 0 0 wg) 

(t£#»: 3. 2mg/kg) Tjg-^bfco -^C», MTXI1 0. 5% ;* 
fM;VD-Xit5ml (CiiLfcfeO^t^Co ^(Dn>hD-;H|i:b 
Tte, 0. 5% ^fWD-Xgt5ml^fe^^ 

Mite, i»5Et^ wsii^xnT, wmmt, mnm<D4m 

< HDt^m > 
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-6B@£-£»^Co Z\tl\zMV. M5in?ffc (1 5 0 ug, 4 0 0 u g) 

10 n^nm 7 £> £ urn 8 iz 
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SEQUENCE LISTING 



<110> Immuno-Biological Laboratories Co., Ltd. 
Fujisawa Pharmaceutical Co., Ltd. 

<120> Anti-osteopontin antibody and use thereof 

<130> PF-020002-WO 

<140> 
<141> 

<150> JP 2001-290700 
<151> 2001-09-25 

<150> JP 2001-107578 
<151> 2001-04-05 

<160> 18 

<170> Patentln Ver. 2.1 

<210> 1 
<211> 18 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^ (l)hOPN5 
<400> 1 

Cys Val Asp Thr Tyr Asp Gly Arg Gly Asp Ser Val Val Tyr Gly Leu 
15 10 15 

Arg Ser 



<210> 2 
<211> 19 
<212> PRT 

<213) > Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: (2) hOPN3 
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<400> 2 

Lys Ser Lys Lys Phe Arg Arg Pro Asp He Gin Tyr Pro Asp Ala Thr 
15 10 15 

Asp Glu Cys 



<210> 3 
<211> 16 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: (3) hOPNl 
<400> 3 

He Pro Val Lys Gin Ala Asp Ser Gly Ser Ser Glu Glu Lys Gin Cys 
15 10 15 



<210> 4 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :OPN- 5 
<400> 4 

cgggatccac taccatgaga attgcagtga tttgc 35 



<210> 5 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :OPN- 3 
<400> 5 

ccgctcgagt taattgacct cagaagatgc actatc 36 
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<210> 6 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :OPNct-3 
<400> 6 

acacagcatt cttttccaca gaacttccag aatcagc 

<210> 7 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :OPNct-5 
<400> 7 

tgaggaaaag aatgctgtgt cctctgaaga aaacc 

<210> 8 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence^OPNnli-3 
<400> 8 

gcctcgagtt acctcagtcc ataaaccaca ct 

<210> 9 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :OPNch- 3 
<400> 9 

tcttagattt ggcacaggtg atgcctagga g 
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<210> 10 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence "-OPNch- 5 
<400> 10 

cacctgtgcc aaatctaaga agtttcgcag a 31 



<210> 11 
<211> 18 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence -pep tide 1 
<400> 11 

Cys Val Asp Thr Tyr Asp Gly Arg Gly Asp Ser Val Val Tyr Gly Leu 
15 10 15 

Arg Ser 



<210> 12 
<211> 17 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence "pep tide2 
<400> 12 

Cys He Asp Ser Gin Glu Leu Ser Lys Val Ser Arg Glu Phe His Ser 
15 10 15 

His 
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<210> 13 
<211> 17 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence -M5pep tide 
<400> 13 

Cys Val Asp Val Pro Asn Gly Arg Gly Asp Ser Leu Ala Tyr Gly Leu 
1 5 10 15 

Arg 



<210> 14 
<211> 7 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence -fragment 
peptide 

<400> 14 

Ser Val Val Tyr Gly Arg Leu 
1 5 



<210> 15 
<211> 11 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence ^fragment 
peptide 

<400> 15 

Arg Gly Asp Ser Val Val Tyr Gly Leu Arg Ser 
15 10 



<210> 16 
<211> 17 
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<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence ^fragment 
peptide 

<400> 16 

Val Asp Thr Tyr Asp Gly Arg Gly Asp Ser Val Val Tyr Gly Leu Arg 
15 10 15 

Ser 



<210> 17 
<211> 11 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence ^fragment 
peptide 

<400> 17 

Arg Gly Asp Ser Leu Ala Tyr Gly Leu Arg Ser 
15 10 



<210> 18 
<211> 17 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence -fragment 
peptide 

<400> 18 

Val Asp Thr Tyr Asp Gly Arg Gly Asp Ser Leu Ala Tyr Gly Leu Arg 
1 5 10 15 

Ser 
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